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m m m 

[ooo3] trMgMis, smmmmvx^ mmmmmmm-r^oo^ 
^yhn.s igc\mmjt4mm»bfioxh^ mwmxhzn mm&o 

• v i«©^y^ ymxm> -oM>im<?x^% 0 

Proc.NatLAead.Sci.U.S.A, (1984)81:6851) .AS^31T?&5 9 MKl, m^WMM^m^ 
v v ' '/^mentality determining regTOns;CDR)^bh^A/^p;/yyiC#ii 
LfctMb#t^^«^(##W«2/Natur e (1986)321:521). 
[0006] ^M^#:^iiL-C^-r6>, tftCD20fc^m#^^!)^f^ 

(Mtuxan:IDEC|i^^HEi^/neutMb^#^e^^-~^^y 
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t^mmmmftx^kBtoM. h^LiMcokm, mmgcmm^M^ 

[ooo?] ^ i g M«, igcAc&^xm®x-s%mxm. t.tmmm&m^kfrh, m<*> 
m®m&^%?mmi¥m-rzz.k\mmxhz < , mm, opotherapy, 2001, 

3(3). 233-242 (##^»5)», IgMO-20 < C^#(r.*5V >Tt>MWfcIgM€>«& 

xxm^nmzotczkmwvx^ i g M^«^ic^ 

V vc$tk %ii$<D t £j&<ib®tztf> iZMgCl s CaCi 

[0009] *£u Clin. Chem. Lab. Med. 2000; 38(8} 759 76 K ^ ^ \ K\H - C\Jo 4 iu I of 
Immunological Methods, 111 (1988) 17~22W®W£M5)X, IgMU^MM& fX 

Tt«r5:^lg^TK'§ s Clin. Chem. Lab. Med. 2000; 38(8):759~764 

m-<bhs mmmmymmmicm ^xigMmmimhxmm^xm^kmm 
mxm, Ltz&oXs mvm&mm%&mm&hz^&zwmkvx$mx$ 
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PCT/J U*BS 



#-f §£\ NaCL Ai^e^»fcJ;9^teJilf^^eu^obuHn*m^i«^ 
j • :-: l T vong^mcMTZ®mz^^Xrz^t{Xh^\ 

[0010] Journal of Immunological Methods, 111 (1988) 17-23 (##HFJC^5)T» > 

englolMmU'Mmmm^O.l M Tris-HCl, 1 M NaCl, pH 8 | $ k 3i y oilX 

m<nmumtmi^zwz/<y?-\z.£<>x4Q % >9o % o$§ii-ixm3# 

xm^tt m. mmm'^<m^itzko^mmtixm, mm, 
mwMhzwtzm.homn.m™ ^xmmmmxv ^ \ ut 
^•c, igM<D&mmmm.m&h%\' ^<ommkhxm&i-z± 

tmm^monm^^mm^m^^^mmmm^m^fix^ 

[0011] BIOTECHNOLOGY 1993, .11, 51 2-515 (##fT-«4) &£^Jouraa! of 

Immunological Methods, ill (1988) 17-23(#$H££lfc5) vO>, eugiobuim& 

[0012] Pharmaceutical Research 1994, 11(5), 624-632 (##ff-«6> tZm^Xlt 

, m^mic£zm®&%fc%m&$hx^%dK fo&.t ,* . , \ 

» *fc> Journal of Immunological Methods 1995, 181(1), 37~43. (&W9rXW<7) 

\^xiz s h^^-mM^mmmmmm^mBmxy^K n^mi&m^ 
i -%xms ■Amm<b®{t<D%mttmtzmnm\ \ 



WO 2005/035574 4 PCT/JP2Q84/014W5 

»i:WO2002/096457 
#^trxmi :Proc.NatLAcadSci.U.S.A, (1984)81:6851) 
##fP«2: Nature (1986)321:521) 
## finite: Clin. Chem. Lab. Med. 2000; 38(8):759-764 

BIOTECHNOLOGY 1993, 11, 512-515 
#WJt^5: Journal of Imraunologicaa Methods, 111 (1988), 17-23 

i.$$6 : Pharmaceutical Research 1994, 1 1(5), 624-632 
r ■ £ifc7: Journal of Immunological Methods 1995, 1.8.1, 37-43 
##fFXS£8:Cytotherapy ; 2001, 3(3), 233-242 

[ooi3] fr%m&, TMommicm^xr^m^ovm. w ® mn. &mm<om 

(1) nmmm?^ysmzmkiswdm^h<>x, m^-fr^mx 

(2) IgM^fflg/mUWimW, (l)fc»*<0»«. 
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(3) *mmxm, {i)imm<om& 

(6) &{m i ?-tf>fk4-$->&lmM~ lOOOmM^jft'iV,'^ ^ 5,.. _4.t"^£ 

(7) Vft; v ' ✓ vlg >o* 

(8) $f,«»-tW-t-5a5)i-E»» 

(10) IgM^^fch^^^O^/^^^M^fC^L^V^, (1) W 

(12) U);#>e>(n) icl2#(^^%^x«^^Lr#5>^ I ^ 

(is) mm«wic-e^, (i3)r»m 
(i6) mmmm&mmxh^ (wimmoy^M, 

fI^f-^->'«^^^ttT5, (13) icM©#&> 

(18) #»^H*>f;t^, Mg^^XWArgHT^VT&S^ (13)ir.E»^- 



(19) zhimmzmmt^ (i3)s:ei©m 0 

(20) «C0.pH^5-8r'fc6, (13)iCge$5<Z>#jfe 0 

(21) IgM^^Ofch^^ji^y/^^^^^^^Wt^V \ (13) £ 

(22) IgM^^C>^^^W^@^^#WUfeV> I £t» V. 

(23) (a) ( 1 3) (22) ^m^%m%'MM'tZ>X$u 

(b) XII (a) ^?}^Sfb$^^%«XKI«^MT5Xil€r^t?, m 



WO 2085/035574 
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(24) ■m&mm^nyrymmitmmmkm-rmm^^x, m. 

(25) mmmgmimg/mLxm^m^^ir^ (24)icmm®%m 0 
(28) mm&-Mmffitf?$>5, (24KzwM®%m 0 

(27) mmmm&mmxhZs (24)\mm®7jm a 

(28) #»^>t*^>lrlmM- i000mM«7)^;^T ft fr | Uv tC x Jgjj . $■ 
■mir*y®.4*>%WiM~t%. (24) M^tO^fe, 

(29) , Mg4*>xi±teg4$->x$>^ (24) \mm<?rj? 

(30) (24)Kifi*tf>*«fe 0 

(31) «Op!-I^5-8"t*fe5. (24)fc«<Z>;^fc 0 

(32) IgKi^^fchffe^Oji^y/^^TO^^fLJ&VV ('24) £ 

(33) mm$K mmvr/^mz&mMmLfo \ (24) mm® ism* 

(34) (24) fah (33) <?>V ^ftW3rmUVMM£tl1tmiL 

(35) (a) (24) s&*b (33) m ^htiw%M:%Mir%:xM, 

(b) is (a) ^xmmtifmmmmx\mm^mi-^i:m^is, mm 

r»4]#f-vr/K7>|[j^^|i. »/40t>-8 B % ^^OtJ-S H +4*0-3 B x 
jJ*/40"C-8 P , M«/40 c C-8 B +*C-3 g , «^M/40 c C~-8 B +4t>$ P +# 
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PCT/JP2004/0f493S 



'»]MABON~0!<^GPC-MAl^^ 
[0018] «^^V^iIgMjmHif©^t««a.T^ xiV/,. W t ,n , , » 

[0019] ^M^(OIgM^«i-6^^^*^a8&^»b^^$tl^V \ O* 

4tr@6«j^i&#{c^ &ft<kh&%mm*h&M^h^kimnj\ 

[0020] ^^^o^TrM^^^wyy^OgMjj^Jt^^rl'OIgN - ^ 

20Gmg/mLT\%5MW£U\ lOmg/mU^^m^ 
20mg/mL^.h, 2Smg/mL0± N 40mg/mL£*± > 50mg/mL^±) -e&oT*K IgMXOgc 

[0021] «r3v^v^T, ^»^#^®»^|3{!ii]t-5«#«, #»Wy£E^r^ 



WO 2605/035574 8 PCT/JP2004/014935 

m&±<D$1h*>1&r*yT*&t) % M*-}*, Mg++, C^K Zn++, Pe++, 
MmimirZZbm*m o mmm-^/mthXn. mm, Arginine, Lysine, L- 
y^VL-r/^>gim (L-Lysine L-CIutamate) , b-TA^f~>Lr >f/y#$yMi$k\ 
L -Arginine L-Glutamate) #£&7fJt"£>lb& s T§$o ^tt^^tt-YtfV 

[0022] ^lC»$tl^^^Vtt^>fc§V^«^«*^^-^tt^y^^{i, >i'/t 
, ImM-lOOOmMT'fc*), 0*UttlOmM~5OQmMT*fc9 v $&W*Utt50tnM~ 
200mMT?&$, 

[0023] ^5^>1*^yfe-5v^«##;*^^>'^5^v{dlB«, « 

[0024] ^amx^mmmtLxa, v>mmwm, mmmmm 

[0025] «}jHM4bwr^^ibji»s umn^c^Mm&om^wmmmm 

i-zzt&xfi/xri., &m&MgM<Dmm%&WLxv^t&v^\ mv<\t, % 
[oo26] Kmz> ^m^^m £»> igM»2», mmt^^mx^m 

z.t&vm 0 mMmmm$0> f £mm, mm, m>mcxm &z%<*&mM 

&mm$mm^(A-B)/Ax 100 

[0027] 



WO 2005/835574 



PCFA5P2<MM/0U935 



[oo28] >mwwmmi±, mu^^m<m^^<m^%'vt£^mmxh^t 

[0029] &®m®mm&mm<mmmKm%.teti:<, &M<mj&tr&zkwm&b 
mmkism, mmwmu tmmm, mmm^mmmm 0 

[0030] mm p ^4ofr.&^j.^©^i#±bT x &tt#j3L 

[GOSH &mm<D%mz£t), gmvLftim*. m-smm^m^i-^m^ 

, mm^mm.*, %mu mm, mmmmk %mu -<w-, 

[0032] &:f#^jdo&tSW 
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i'i in: 14935 



[oo33] m?mtLx$td^^ xmmifbUs mmmtLxttmm^y&K 
i'h^Mmm, mm-mi mst/vx^y, wmz^yv/vY/v 

%s<4Y/^h6\^ZYy?Mzftm&h%<> 

[oo34] ■mmmifcmm&mtrzMftK. pm-%xmzt^mv<, mm* 
[0035] gn&wiitt, *t«$, m-o^m. mm^xm&^&^mm'^t^x 

m%.U, -m ^o##rlikg^fcD0.0001mg>^feI000mgC0raJ ! . <v . \ - 1 - - 

ire&§ c . m&ft, mmtdrjoMi-iQQmomg/bodyommxm^m^ 
%%<ox}$m\ mnmmmnmommm^x^ WO2002/0964S7 

.-^ ?\<nz.b 0 

%&&mmmz.&^xBm&itc^ xm-t, m\hiA^'> ? - 

[oo36] u"f\ nmmc£*) y &mw&&himmizMw-rz>*K Ammit-hhmmm^ 
mmmxi 
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mmsir, ^mabon -mitv^mm^Lf^ mabon-oi^^ml, m 

m/iMMmimW&mmUt* "^MWIi SLIDE-A-LYZER Dialysis Cassette 
f « * ' ^ . «4Tifc 

1. aOmMg^gH-hy^A, 300mM Nad, pH5.0 / UMpHS.Gl. 
, * > 30QmM NaCK pH5.5 / |fflfttfcpH5.52. 

3. 20mMM^MJ^A, 300mM NaCl, pH6.0 / SMpH6.03. 

4. 20mM^V|H-by»A, 300mM NaCK pH5.0 /^>MpH5.04. 

5. 20mM^i/gH-WJ^, 300mM NaCl> pH5.5 /^ygfciEpH5.55. 
8. 2QwM?*~yM-thW^ 300mM NaCU pH6.0 /^rr.y^ p H6.01. 

[0037] #fcttfc»'^le}i|3lts #^>'^KDMABON-0Ifi0^it^8.4 aig/mUC*JS U 

#V#«*Muitiply~Saieeup 0.1ml Biosph.(SARSTEDT)JC-fcjKLfc 0 

Ut» $}WSmxi^W^74-\%m&b\JX, G4000SWxl (TOSOHQ&JSVrfc* 50 
mM yyWt?hV%J>>, 500 mM KC1, pH 7.4©it^WiUfffllit ->vV<Sil 

[0038] 



pH 






5.0 


99.33 


99.16 


5.5 


99.51 


99.3 


8.0 


98.92 


98.9 



[0039] 300mM NaCl^t?pH5.0-pH6.0O^^glfc^V Vt&fmWm^ 1 

[0040] ^TO»#iJic*5V>X> ^.^gfe^«trffiV^pH5.5COM^#«*f-.-tv|r 
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[0G4i] mmmz} 

MABON-OlM^WL. ®1B mg/mL<DmMfmm%WmLfc <} 
SLIDE-A-LYZHR Dialysis Cassette 10000MWCO (PIERCE)^. <fc93fctff &f TV \ 20 
mM 300 mM NaCi, pH 5.5©»M^«^a»itofc(^]%^LO^ 

•rett, pHlrMfttTfc§)„ d<Djf^MABON-01»»'F©i . 

-9.0«|^(r.5iffEasySep (TOMY)£JSV v-CiitffU M«fIH&tTo^ 

1. 20 mM ?^ymi~b})V&, 300 mM NaCl, pH5.5 / 

2. 20 mM ^.ymtbV^A 900 mM NaCi, pH5u5 / NaCl 

3. 20 mM ^l/m-fW^, 300 mM NaCl, 200 mM MgQ , pH5.5 / MgQ 

4. 20 mM fzZyWtthVVA 300 mM NaCi, 200 mM Na SO , pH5.5 / Na SO 

5. 20 mM *3->m-f-hV?&, 300 mM NaCl, 100 mM L^A#%y8tf-hW&8L, 
pH 6.5 / L^^^t" 

8. 20 mM ^tf^^, 300 mM NaCl, 100 mM pH 5.5 

/ h-T^^ymm. 

7. 20 mM fz'.yf&fWPA,, 300 mM NaCl, 100 mM N~r±?-/W7b-77yi~b l ) 
t?&$L, pH5.5 / N-T-fe^/Vhy-yh^TW-hP^Am 

8. 20 mM ^-ymf-bV^, 300 mM NaCl, lOrnM mM, pH 5.5 / « 

9. 20 mM #a:vafrW#A, 300 mM NaCi, lOOmM hWM3—«, pH 5.5 / hW\n 

[0042] ^e^fcMm^U #f-V^/VcDMABON-01(D^«l8.5 mg/mLtClfc-U 
##«Multiply-Safecup 0. lml Biosph.(SARSTEDT) lZ%%\jt, wtl&S)f>7> 

G4000SWxl (TOSOHteffiVyfc. 50 mM JJ^HHWA, 500 mM KCJ, pH 7.4©* 
_ . yAtisX&ftiUU VfrZMfwb???^ Ml ft? -'mWi. 
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«Aaggregate>Lt\ g|lfc?j*l,fco 
[0043] %<Dffi%:s 1. &L(300mM NaCl^tf)^it^Ts 2. NaCl(900mM NaCItrftt?)!* 

[0044] 2. NaC!(900mM NaCl&&frX 3. MgCH300mM NaCi+200mM MgCl>&fc) 

, 4. Na SO (300mM NaCl+200mM Na SO ^#t?){^V >\ - * 

2 4 2 4 

2 

2Ki^T=^^tf4. Na SO NaCi 

2 4 

^i-hy^^s^)^ 

h-T/v^^mm&m. L-r^^wmx^ 3. M g ci 

[0046] NaCl#(7>^*^^yM^^<^^<b^J;or, 

#-?>2ili©^^^MABON~01iffi5#^"r^i:-e, MABON-'0K>##fiiW 
[0047] [5||li#!i3] 

MABON 01» s ' , ' < III, 

mrm.-Q.iDmmmmMms^ySep (roumm^x}**,.. ^ « r =*> 

1. 20 mM ^O-gH-HJSO., 300 mM Nad, pH5.51. 

2. 20 mM ^y^-hy^A 300 mM NaCI, 10 mM MgCI , pi 15.52. 
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PCT/JP2004/0J4935 



3. 20 mM 300 mM NaCl, 50 mM MgC? , pH5.53. 

4. 20 mM #x.>m;-n}}VA 300 mM NaCl, 200 mM MgQ , pM5.54. 

5. 20 mM t^vmtVOV^ 300 mM NaCl, 200 mM MgG , lOOmM hW>P~ X, 
pHS.55. 

6. 20 aM^ymi-h}}^ 300 mM NaCU 10 mM < J * f . ^ 5.56 

7. 20 mM^-ym-hVP^ 300 mM NaCl, 50 mM L-T 

8. 20 mM^^yjt^hy^A, 300 mM NaCk 100 mM L-T 1 1 ' , 

9. 20 mM^V^hO^A, 300 mM NaCl, 100 mM L-T/^n^gl^, lOOmMh 
!/^P-X, pH 5.5 

[0048] #fetlfcM*lHl«tL, #^>'^6 r >MABON-0KOM^.18.9 mg/mLfclifc U 

^ i'^>^Mj«plv-Safecup 0.1ml Biosph.(SARSTEDT)^^Lfco r^Wi/TV^ 
©^«»-SrMLfCo 1^T>&#J«tL ^Itilllt, Vy?/W> 

L-fCo ^«^n-^h^7^--«if'7^iLT, G4000SWxl (TOSOH)£ffiV 50 
mM yHKI-h-y^A, 500 mM KC1, pH r.^it'MfflfcUMlt, ^>51 

f^v<A L x * fe^V^«100mML-T/^V->'M«^£T^;: 

100 mM trehaiose^tt-f^^iC^oT, ^c^b»^#e>ttfc„ 
[0050] [^S1$J4] 

MABON-Ol^^^L, 

L 20 mM ^Vftf H*?A, 300 mM NaCl, pH5.5 / fcU 
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2. 20 mM ?z;ymi-hV$J*, 300 mM NaCl, 200 mM MgCl , pH5.5 / Mgd 

3. 20 mM fx^WtThWA 300 mM NaCl, lOOmM hV/xn—x, P H 5.5 / hWM3 

[OOot] , * t <J~ ' * »* v 7>W5MABON-01£>M£r26.8 ag/mUCUl U 

$#«MuHip!r-Safecup 0.1ml Biosph.(SARSTBDT)fc&KUfc 0 ZfrJoQ^V? 

(TOSOH)&$V^ 50 mM V>mtYV9A 500 mM KC1, pH 7.4CO»'%#li#L l : 

[0052] *<Vm$Ls 4t;>25 c C^ioV^T, ^{CMgCI O^'^-ik^^febtlfe, ~-#\ - 
1^tj^'ty1tO&&ftMklXtobtlx journal of Immunological Methods 1995, 
131(1), 37-43|£*tt ^T*^«i»n#©IgM©3Sc^t:^a^8g«>e>*tTV ^trehalose 
fc88LTttU l^^««fofctlfe^ofc(^3) c 

[0053] [«#li5] 
<«> 

TgO mM ^^tl^A, 180 mM NaCk pH5.5 s 5% J*|4fcfi T50 mM * 

^HH"HJ#A % 180 mM ArgHCU pH5.5, 5% X^n-v*J*&«r50 mM ^>1tft 

180 mM MgCK pH5.5, 5% X*P-XJ It&V >TMABON-01O^^&^ 
Iftrfrofeo xf fflt, v^V^-^^&^ioT^^^ltLfc 0 V1VASPFN8 
5000MVVCO ( V1VASCIENCE, VS061)%|flV>T, himac CF8DL (Hitachi, No. 
SZGEQ054)fcJ:$>3000 rpmTS*«?rofc. ftffi#J:tJt@J&f| % U«( £ - 
1.40) -t?«%SiSt^ Q $CV^T\ iPP^^^-Cf-^^48.4 mg/mLK-«L 

fr. a 36^i% my/^-HommzMk, 0.01% xKyy^-M^i^^ ±» 

>:/A-^'?;lvefu500 J cf Li s 05 mL ^VT/l^fc^lL, -ttV^tSO/i Lfo 
Muliiply-Safecup 0.1 ml Biosph. (SARSTEDT) «C > f £|SLfc 0 T»&ff£&Vv"C 5 
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[0054] [«2j 







-50 


24 


-20 


0.02 


-20 


18 


23 


2.5 


23 


28 


30 


0.25 


30 


10 




82.77 



"50 mM ^ItHI^ 180 mM NaCU pH5.5, 5% 0.01% sJ?py/W< 

~h8Q* 

"50 mM ?3iyMi-hV$J», 180 mM ArgilCU pH5.5, 5% X, 0.01% aKyy* 

h80* 

"50 mM ::?^ft-+-hy^A N 180 mM MgCK pH5.5 x 5% ^o-^, 0.01% atfyy/^ 
-W 

MABON-Oi : 48.4 mg/mL 
«/40t:-8 9 

W^W40t~8 0 +413-3 B ( WM) 
#|gf£fflWt -8 B M°C 3 i3 ( W»)+i*f^lt^S/50t; -8 H 
[0056] <#$r> 

> 3 >^, (l/50#fi»:4 i 296 M L)a^Wmg/mUr/8V ^ 

TSHC KXvXlOp L*ft$rUt« r5D mM ^xyHtfWA, 500 mM KCK pH7.4j 
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PCF/JP2004/«14!)35 



mm® mm.3 mi/th m nm^tzm-zo m^mm) tvxm% u G4oooswxi 
(tosoh) iz^xsEc^mm^it mm 0 

mmMmaClKit^X, ArgHCi&JX^MgCm, SOVXJy^^-tssy&thX 

[0057] 

<mm> 

T50 mM ?x.ymi~WVJ», 180 raM NaC!„ pH5.5, 5% **n— *j*fcf3:r80 mM $ 
aOflH*MJ*A» 180 mM ArgHCU pH5.5, 5% 7^jxi—7,\ \r $3V vtMABON -01<D^ 

VIVASPIN6 5000MWCO (VIVASCIENCE, VS061)£ffiV^\ hiraac CF8DL (Hitachi 
, No. SZGEQ054) ££93000 rpml?»trf;f-o7t 0 *ffr&£t]*gMXfk UVil«( 

€ -i.dOt^^^a^bfco 1% my/^-hsomm^Mx., 0.01% ^y.v 
5 mL tfj&w&mmimi>ita mmmmmmmy-ffrtLx. mm 

[0058] |Jg3] 





ftffl [hr] 


-50 


24 


-20 


0.02 


-20 


18 


23 


2.5 


23 


28 


30 


0.25 


30 


10 




82.77 



[0059] mmo&m 

*50 mM ^^gh^hU^A, 180 mM NaCk pH5.5, 5% .x, 0.01% ;fly>7V-< 
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—K80* 

"50 mM ?3i>Mi-b})$^ 180 mM ArgHCU pH5.5, 5% 0.01% rK'yy/V 

MABON-01 : SOmg/mL 
[0060] <j>#f> 

TSEC KXoXlOix L^frlt T50 mW/^m^P^ 500 mM KCU pH7.4j 
(«0.3 ml/#\ 280 nm*fcW:220 nmTiMi)£LTMU G4000SWxl( 
TOSOH) ^oTSEC^«t7ofc(fei5)o 
40t>2r>1 <D&$miamrVb % PM^NaCHCit^T, ArgHCHi&V^i^ 

[oo6i] [##^i].^>-^y^^KGM3^^-r5m^^®thfei^« 

#^I^ixfXM3M 

[0062] Total RKA}% RNeasy Plant Mini Kits (QIAGENf.lM) SrffiV vCi X 10 : mm^rijf 

^y#M^GM3fcK»$^» 

X'sbTMZZbffifcM&VOmM&m (Cancer Research 1993 ; 53 : 5244 5250) fcJE 
^X, 2&O^MX?U$r?-b*(lMH~lX LMH-r3)»ifLfc 6 LMH-f3(fiB^j# 
•t:7) ^ir^^injl?, LMH-r3 (S«^:8) liTyfty^ltMlM 
tfeo 1 /x gOTotai RNAfcftJBl/C* SMART RACE cDNA Amplification Rit( 

cLONTECH«) m^mmtrmm'tc^mvxmm^m^mm^tzo 5* 
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5 p X Advantage 2 PGR Buffer, 
5 >i LCD 10 X Universal Primer A Mix, 
0.2mM dNTPs (dATP, dGTP, dCTP, dTTPh 
1 .u L ©Advantage 2 Polymerase Mix, 
<R.h«#&V ^TtufcCLONTECHlLM} 

10pir 1 oleCO^^y^5?^U^-^KLM14--f3tfc^LMH--r3 

[0064] PCR«r£QIAquick Gel Extraction Kit (Q1AGEN«) £$WC T%V*~X?fr 
^WHSUfcflK pGBM-T Easy^^^CPromegaltf^^^ci-^y^Lfco Iffifi 
»&<DiL 5'*W»^7-^#t?^^^-^{|ifJ W^Apai 

ih£#JUkbp©»f/i u &j&ftU pBluescript KS+'W- 0IC$t&$fc§l) ^n-;:~y 
^^^>^y^yKGM3tm»I iil«T-»fc 0 
[0065] m¥dMm^Mnv<^--^^~~-y^i'^tc^\^ #;%*^>^i-';t : rK 

LMH-feho, l.MH~rsd^V>r^^<Ojt^-T-rr>i-WlgLfe ( , LMH-~6cho(i£#j# 

LMH-rsai (K» f : 1 2) ^^^^^"^^>'^y^y KGMSfcK^HMto 

[0066] K:R£<^»(50 u D^MSr^^^f . 
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buhmOXPCR Buffer, 
ImM MgSO „ 

0.2mM dNTPs (dATP, dGTP, dCTP, dTTP), 
1 rtr=.y hODN/WD^y— i?KOD-Plus- 

. 

i0pmole<^J^y^^V^KLMFl-&hOs LMH-rsal 

94t:/15#P1 % 60^/30^, 68tV2#r«1©1W/l'£30lI!&$ 
Hit lc£j««3:72T:-C5# RM&Ufco 
[0067] if ISLfeai«?-|f?>t», ^W^XhoI(^«M)^<t^iW^SaU(^»}t 
*t§t)^»UfcfHC, QIAquick PGR Purification Kit(QIAGEN&M)^^t:« 
U pUCAGCOItf W^-XhoI«.fc5g^L, txi~~~ytfuru #^*-pUCAGfik 
pCXN(Niwafe, Gene 1991 ; 108 : 193-200) *mWWmwM\X\m^X%h%& 
2.8kbpOir.)t%pUC19-<:^- cD^JM^BamHiWJC^^L. £n 

-~.>'/Uc-<^---efeS 0 ^Lfc^^^K^pUCAG/L612Hi#^Lfc. ^7 

[0068] 1.2 ^^^y^KGM3tm^L0»T-«H 

^^y^FGMstm^ 

Total RNA«, ±E>^«^LT»>^y^KGM3fc^|^%i|B«J:P^a]L 
7t„ HooIfe^^^LTV^^^^y^FGM3fc^^#:» : f ©Sii^j (Cancer 
Research 1993:53:5244-5250) fcafSV^ 2#tf>#y:^?V.:t^F (LML-fU 
LML-ri) mmL-ft* LML-H (IE»^:9) ^V^/r»iT\ LML-rl <$}«#:! 
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[0089] I ft g<OTotal RNA^M L"C> SMART RACE cDNA Amplification Kit ( 

CLONTECH|i3S}£J^ 5' 

[0070] PCR^iSM(50;iL)cD«Sr^{C^i- u 
5 LOI OX Advantage 2 PGR Buffer. 
5 n LCD 10 x Universal Primer A Mix. 
0.2mM dNTPs (dATP, dGTP, dCTP, dTTPk 
1 u LCD Advantage 2 Polymerase Mix 
(K±^J^ttV»1^^CXONTECHttK) 

lOprnole^^^y^^W^f-KLML-n^fc^LML-rl 

94T;^«ilj£^T3Q#fgk 

[0071] PCR«8Q[Aquick Gel Extraction Kit {QIAGENlLW) I V 'C\ T#v*—Xtf/V 

»scd^, 5'jmMm&j-*ttf^?#~mmBmcom (^mmtm vm 

ah^RLML -feco, LML-rnotiHB V ^T^McD«?-i? jtMfgtfc, LML-feco ( 

wsmw : is) i,m%?74~s-x*w&>'?vxi'brMy^r * 

^ll£^:/y^XU ^oEcoKiffjM 

^ *7cLML-raot (SB»#: 14) tt^^/^^— e^^^y^>'KGM3ir. Mftft 
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S^LOIOXPCR Buffer, 
IrnM MgSO s 

0.2mM dNTPs (dATP, dGTP, dCTP, dTTPh 

[0073] Jt?«Uteft£?^ 

«.M)TimbLfcS^, QIAquick PCR Purification Kit (QIAGENli'JsO &r$JV ^"C$l 
ML, P CXND3^iO»«EcoRI*3j:0NotI^JKfrif5'- ,' J j, - > - ~- ' 

[0074] ^^-pcxmdffmmomHK^ v?> sxnaa^ dhfr- a 

e-tvh-pmi ■ f (vvo92/i9759#M) <D^mmmm-t^^~^mTUtm^ 

EcoRI Noli-BamHI adaptor C.tlg«.W) £*n~5i>^Ut, r£>^?~£pCH01 

[0075] pCHOI©DHFR«iS ; f-|im«%pCXN(NiwaB, Gene 1991 ; 108: 193-200) « 
»#H{ndiII«^n-^^L,^^-^CXND3i^t^ *fc, 
»>7lrpGXND3^»-~^U «Lfc^^^K^pCXND3/L6I2L^^ Lfc 
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[0078] i.3 mjy^MisFGmKmft<vmm*?*-e>nm 
m^/y#vKGM3^ 

[oo77] i.4 ^>^i/^GMZhmmmmB^x^m^<^-<omm 

Total RNAtt, mtmm^Lxmy^WGMzmm^m^mxmmh 

fz 0 GenBank^M§fVO ^KhmmBMte'f-OtiLmSM (GenBank#*: 
M12759) fJ^SHftvC 2^0t])d^U^hHHL J~rl)&j»U ^fifcLfc. J-fl 
(0E«#: 15} «^>^^|fi]^fc:hS#:jMi«T-Exon3t/^fyy^.Xl, > j-rl ( 
«a»t : 16) «T>^ir^^rnlTth»JitmiT-Exon4lr./N-Yyy^VX1"§ 

[0078] 1 « giDTota! RNA^M L/C SMART RACE cDNA Amplification Kit ( 

*■ 

[0079] ■ :::/;iW^(50a- L)«0*flbfc^j3c^/5-t- o 
5 M L£>10X Advantage 2 PGR Buffer, 
5 »x LO10 X Universal Primer A Mix, 
0.2mM dNTPs (dATP, dGTP, dCTP, dTTPh 
.1. ,u i.-?>Advantage 2 Polymerase Mix 

2s»L<Dmmwmm®, 



WO 2005/033574 



24 



Mm wm^72v^mmmuc 0 

[0080] PCR»&QIAquick Gel Extraction Kit (QIAGENllM) 3r/8V Ytfv—^tffr 

^bSMLfcgL pGEM-T Easr<##— (Promegaj±M)^n— ~>jfVft a 
[0081] MM^]&'&<Z>&, 5'^»»T^tf^^-^«WmBcoRI(l?^ltli: 

SD ^«ibL.r#e>tL5^io.5kbp<D«ff;t\ ^itK3 , *M«7-^t?-^^--^ii 
«U**EcaRI etM*±$D Titf fcl/C# W5#jl .OkbpcDi? jt^M#t^t-t.y dT 

[0G82] j-feco : 1 7) «^9^-T?^^^^KGM3fch^#:j^^"f 

SK>«t$l!^ *fcj-rxba(S2^J#^: 18) ^^^^-^t^y^^KGM3t:h 

5itL<O10XPCR Buffer, 
ImM MgSO , 

0.2mM dNTPs (dATP, dGTP, dCTP, dTTPK 
lacayhiDDNA^y^—- tfKOD-Plus- 
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[oo84] mmvttMfc^wftte, mmmmcom mmmm) ^xxfmmmMxba mm 

I f-Jk Kl, QIAquick. PCR Purification Kit (QIAGEN|±fM) %B V N ~Cf f 

[0085] ^^-pCOSll-Zeoit.l'MOpCmiODHr^^mW&^U 

pCOSii~Zeo/j chani^Lfci &7yxmz1%&h£ffitfy?V*>>b*GMZ}zmfc 

[0088] 1.5 il^^^V^^^y^KGMSfchm-^^^ 

Gene Puiserll (BioRadflJS) £Jf}l ^V^»^~^yj!fefj:J:03t^T^AL^o 

[0087] jf^mi-^v «»»--p^A$cov ^x&rrm^c w^y^v^yv 

GM3fch&#:»/<^~pCXND3/L63 2IgM (25 a g) fcPBSlC«»LfcCHOj|BII (1 
supplement (Invitrogen|i^)trl^^-e^t?CHO~S-SFMIim^ (Invitrogenlfcll) 

40mudK»ut, p^o^«50ftJ^K^^fmu m^vmmm^v uc 

IOOji !/»x;K^atfco CCM^^-^- (5%CCO T*24JW§«, 
Geiieticin(lnvitrog8n»)^0.5mg/mL{^§J;5iC»U"C2il^»llL^„ 

[0089] GenetwniHSfc^t-^^ 

$cCA02, CA15, CA19 S CA20 V #£t)<CA24&fl|fco 

FGM3trh^M^-<^^-pCXND3/L612IgM (25 u g) &j-T^«*^<^-~ 
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pCOSII -Zeo/j chain (20 * g) &>B5fc;^UtCHOM& (1 X itfM&M) ©0.?$ral£ 
M^Ufcfc<D»±T10#»$U *»^Nc£bfcfefcl.5kV; 25;. FD<D« 

[oo9i] :#3irr.rio5>^«!i!Mi)»m\ ^U?bv#U-*ya>mM$tltzMm. HT 

supplement (InvitrogenltM) ^l^^^tf CHO-S-SFMH^M (lnvitrogen*fc§D 
40mUC»Ut> 

[0092] ^»«TS0^^f5^f^fmU 96^^^M^V-K^100 jk i/£cx./V"C 
#&Lfc. CO ^f^a^H*- (5%C0 2 ) ~?2mm%%&. 0.5mg/mUft#<D 
Geoeticin (lnvitrogen|i:M) &£l*0Jmg/inLM<DZeoem (fnvitrogen#.f|> i'ttb 
T2iM«Lfc 0 Geneticm, ZeoemWfcl " «4#!dl©npr: 

GM3fch&ft£5£&m*»]ISt*(CJ15, CJ25, CJ38, CJ45, CJ6?)£r#&, 

[0093] 1.6 tm±toy<Di$m&<oto% 

®m±mWW$k&<Oft&n&Tn&$\Z.frv1t^ Anti-Human IgM( 

BlOSORCEliJi) Sri <a g/mllCJfeS Jt5 ^Coating Buffer (0. 1M NaHCO N 0.02%NaN 

s 

[0094] Sfcfc, Rinse BufferCtSfc^Ufc^C, 200 /« L/£cc/HZ>Dituenfc Buffer^ix., » 
TlW^±JB&£i*\ r/Gy^lt Rinse Buffer &£0Diiuent BufferCDli/tlt 

Rinse Buffer: 
PBSC-X 

0.05% Tweert20 
Diluent Buffer: 
50mM Tris N 
IffiM MgCk 
0.1 5M NaCU 



WO 2005/035574 27 PCF/JP2004/014935 

0.05% Tween20, 
0.02% NaN , 
1% BSA 

[0095] Diluent BufferTfii^ fc«Lfc«_h!f £100 M L/->^/V-e^iX„s 

tl^l|ic{&$tfc 0 Rinse Buffer e»Lfc:|l: {C, Goat Anti-Human IgM, Alkaline 
Phosphatase conjugated (BlOSORCEfi'JD %Diluent Buffer^OOOff fc^L, 1 .00 
#L/!?x/H?lllli, ^T*lMH&£#fc, ft&fCRmse BuilerT^R^ft^T 
/V^y7^xy;r^-ifS©{SIGMAM)^i1x.s »»ffBencmnark Plus( 
BioRad!tM)Sr.fflV vT, »«€-405nnu Mlife'M-ObSnm^fS^^i^L^ IgM 
^;l ; ^U f ^y^^KGM3tm#:WM^ (Hoonfe, Cancer Research 1993 ; S3 : 
5244-5250) tOitt^MUt. 

[0096] MI^/>'^^ 

T*fc^ & ^lS^^^1^^^«^^«5-19pg/ceil/day-efeo^ IgMf* 
[0097] [£43 
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it±M(mg/L) 


H±S0ng/L} 


P! e day) 




GA02 


24.1 


36.9 


14. ! 


ML 


CA15 


ii.8 


3977 




CAI9 


27.1 


62V3 


13.1 




CA20 


20.2 


35.4 


ToTs 




CA24 


25.0 


41.5 


10.7 




0J15 


29 4 


HI. 


IS. 4 




CJ25 


24.4 


N. T. 


18.1 


CJ38 


14.9 


H.i, 


12.4 




GJ45 


26.4 




18.7 




CJ8? 


18. 0 


U.J. 


12.8 



NT.: Not Tested 



; • 2: i^W^(i) 

&T<Z>« tLT$ V vt , MABON-01 ^»I^n^r tffjyj-ftft 

%ffo-fc„ {«!ho^Wi^h%yMi.TSKge\ G40Q0SW £J8V\ Sfcj£tt:e,3 mL/miru 

1. 50 mM sodium phosphate, 500 mM KCI, pH6.2h 
1. 50 mM sodium phosphate, 500 mM KCI, pH6.52. 
i. 50 iaM sodium phosphate, 500 mM KCI, pH6.83. 
1, 50 mM sodium phosphate, 500 mM KCI, pH7.I4. 
1. 50 mM sodium phosphate, 500 mM KCI, pH7.45. 
I. 50 mM sodium phosphate, 300 mM KCI, pH6.56. 
I. 50 mM sodium phosphate, 300 mM KCI, pH7.47. 
L 50 mM sodium phosphate, 500 mM NaCl, pH6.58. 
1. 50 mM sodium phosphate, 500 mM NaCi, pH7.49. 
1. 50 mM sodium phosphate, 300 mM NaCl, pH6.510. 
1. 50 mM sodium phosphate, 300 mM NaCl, pH7.411. 
[0099] #^fc^nvh^A<D^ 
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[0100] [^5] 









Had 




llSLjf 


^LlO. 


500 




300 ffiS 


pHS.2 


3973386 










146342 j 2927044 








r _ ; ^ 


pHS.5 


3096904 


2959509 


3044989 


2818198 


- 4 2 ,4 60C 


124880 | 2834629 


127467 






pHS.8 


30747S0 










j 2521078 










j?H7, 1 


3033846 








1S4085 | 2879761 








pH7.4 


3074597 


3098757 


3130093 


2948832 


■8374 7 29 J 0850 


157320 2941437 


144630 


2985463 


11242? 2836505 



[0102] [^6] 





KG! 








NaCS 






500 mM 




300 mK 


500 m* 


300 ft* 


pHS.2 


4. 8 95, 2 












pH6. 5 


5.0 95.0 




4.2 


( 95.8 


4.2 


95.8 


2.9 


97.1 


^ 8 


5. O 95. 0 
















pH7. i 


5. 1 ! 94. 9 
















pH7. 4 


5 3 94. 7 




5.1 


! 94.9 


4.6 


95.4 


3.8 


96.2 



[01033 'ciib<DW»b, ±K*~?®MW&mz&&foK*~?mmit^ ttti&MlX 

mmmmvmm&moo mvmmmmffimim^xm mhwrnKptwrnm 
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uAmN-oi<D^mm^^v^y^>rr<D^mm^w^ so m sodium 

phosphate, 500 xaM KC1, pH7.4£^Lfc, 

K4ABON-01OGPC-MALLS^«f^ffV\ ^-^^t^^Lfc* #»$?2S0 
mM sodium phosphate, 500 mM KCi, vW.WMWltit, 7>7 Wl'SKgei G4000SW 

jasvxfc. mmm.z mi/mm, m&maonmicm-zmm, $m®.xmm 

[0105] fl^ft&^n^h^A:frJ:^ tit, Mtyif 

[0108] mn 













».W. [kDa] 




[kDa] 


if — £ 1 


1, 109 




1,034 


if —*? 2 


2,193 




2, 068 



[0108] Mmmmmmwcx&mKt&ztmmftvit* mm 
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[3] 

[8] $t>Kmm%t%i-&s m&®5im®<o®wi 0 

[10] igM^©fc^^^(D^©^y/^^»«^^#WU^v^, 

[11] lgM<^^>v^^f^^;frt&!/\ f»:&Jgifciej$<&&f& 

[12] mMifrbl l ^Iiic^«^MX«ffi^tr#^tiS^M^M^i» 

[13] mm<D&mv?yy^%i-zm0i%£mtTz%mx~hvx, m^-f^y 

&mxw , M^##^7-^>fe^-y £»t$#& 0 

[lei $ -«,» mm&mm~?hz>s mMmsimmom^ 

[17] #»5'-^>fl^>^lmM-1mmM»«^Wi-'5^9^^ f#»#fi#f- 

[18] ##;*^.^->tt^^ N Mg4*>XteArg4$->Xh>5, ll«13Si|t©*S 0 

[193 £^Cff«»-f 5, »Ml3}Cfii«C9^^ c . 

[20] M^pH^5-8T?&5, ^^I13icM®^ 0 
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[22] mwtk mufr<D?iss*?m*mmzi%mL& \ m-MmmmwyJM* 

[23] (a) m%mm>b22m ^•rm^mmm-r^TM, 

[24] ■mm<r>nm^^mmtmtdm^mm-^m^h<>x, m&vw 

[25] mmmgu^img/wu:mmmx^t^ $mm24imm^sm 0 

[so] &t>\£mw%wM'fz>s m>m24\m®<o%m* 

[32] mmtK imuft®zb&%omo#y'<m*&wm\ztmi&i(\ m^m4\m 

[34] W:«24£>ib33GOV NT^^Sfe{cJ:9«-§^^ 

[35] (a) M4<^24»^33^ V >Til^^>:fr&^«1-6XS, 

(b) xa(a)^v^3i$ttfe»^^xMM^Mt^3:m^€^ HHM 
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It i 



z < 2 




SEC % 
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[!Il5j 



MaCf 9.28 
ArgHCi 9.30 



11.09 
10.02 



1.81 
0.72 



PCI JP20W I93S 
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* " 00 

* 1038 
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